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PRELIMINARY AND SHORT REPORT
SEROLOGIC REACTIONS IN PEMPHIGUS VULGARIS
AN ATTEMPT TO DETECT AUTO-ANTIBODIES OR A VIRUS IN THE BLOOD SERUM
OR BLISTER FLUID IN PEMPHIGUS VIJLGARIS*
D. KOPRL, M.D.t
An attempt was made to detect the possible presence of complete or incomplete anti-
bodies or a virus in blood serum (PS) or in blister fluid (PBF) taken from three histologically
confirmed patients with pemphigus vulgaris, two of whom were of blood group 0 and one of
A, using the patients' own red blood cells (RBC), homologous RBC from normal donors and
fowl RBC.
In all three cases tests were made prior to therapy. In the first case, further tests were
made during a relapse following withdrawal of Cortisone and, Cortisone having again been
given for a period, just before death; in the second case, during a relapse while Cortisone
dosage was being decreased; and in the third case, in which no Cortisone was given, just
before death.
METHOD
The following tests were employed:
(1) The saline hemagglutination test for the detection of complete or bivalent anti-
bodies using RBC both in the natural and in the sensitized state.
Packed washed RBC were obtained from citrated venous blood by three washings with
M/50 phosphate-buffered normal saline of pH 7.4 (BS).
Sensitization with PS and PBF was done as follows: One ml. of PS or PBF was added to
each of 3 samples of packed washed RBC, each sample being obtained from 3 ml. of citrated
blood. The resultant mixtures were allowed to stand 2 hours at 5° C., 2 hours at room tem-
perature, and 1 hour at 37° C. respectively. The sensitized RBC were then washed three
times in BS and made up to 1% suspensions.
For the tests which were performed by the warm and cold test-tube methods PS and
PBF were used both undiluted and diluted in two-fold steps up to 1:1280.
(2) The albumin test of Diamond and Denton, a conglutination test which requires 20%
albumin instead of saline solution as a diluent for antigen, to detect incomplete inhibiting
or blocking antibodies.
Salt-poor normal human serum albumint as a 20% solution was used as a diluent in this
test both for the serial dilution of PS and PBF up to 1:1280 and for making 1% RBC suspen-
sions.
Otherwise the same technic as in test (1) was employed using RBC in the natural and
sensitized states.
(3) The indirect anti-human globulin test of Coombs et al. which utilizes immune rabbit.
serum which will agglutinate human RBC sensitized or coated with their specific univalent
antibodies in. vitro.
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The test was performed by the slide method using rabbit anti-human serum* and 40%
RBC suspensions in BS according to the standard instructions.
The RBC were sensitized in the same manner as in test 1.
(4) The trypsin test of Morton and Pickles by which RBC are rendered capable of specific
agglutination in saline medium if certain incomplete antibodies are present.
Trypsinization consisted in treating for 1 hour at room temperature a sample of packed
washed RBC obtained from 3 ml. of citrated blood with 1 ml. of a fresh 2% solution of
trypsint in BS clarified by centrifugation. The cells were then spun out and without any
prior washing made up to 1% suspensions.
The rest of the technic did not differ from that of test 1.
(5) The test of Unger which is a combined test using the indirect anti-human globulin
test performed with trypsinized RBC.
Combined trypsinization and sensitization of RBC for this test was carried out by con-
secutive use of the two methods as described under tests 4 and 1. The doubly treated cells
were washed after the second procedure.
The test was performed by the slide method as test 3 using 40% RBC suspensions in BS
and rabbit anti-human serum.
(6) In addition complement-fixation tests were carried out by the Kolmer modification
of the Wassermann test with inactivated PBF, as a possible source of a specific epidermal
antigen, and, because antibodies are sometimes destroyed at 56° C., with active as well as
with inactive PS.
Guinea pig serum as well as fresh normal homologous serum obtained from the same
donors who supplied the homologous RBC served as a source of complement.
The reagents were kept at approx. 5° C. in the refrigerator between the experiments,
and were used within 24 hours from the time they were obtained.
RESULTS
No antibodies were detected by serologic reactions carried out in vitro using blood serum
and blister fluid from three patients with pemphigus vulgaris, the patients' own RBC,
normal homologous RBC, and fowl RBC, employing the following methods: (1) the saline
bemagglutination test, (2) the albumin test of Diamond and Denton, (3) the indirect anti-
human globulin Coombs test, (4) the trypsin test of Morton and Pickles, (5) the trypsinized
cell indirect anti-human globulin test of Unger, and (6) the complement-fixation test per-
formed with blister fluid as antigen arid blood serum as a source of reagins.
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